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Figure 1: Visuali^^ 

&549 CeHs Using IfrimiinoflubreS 

gt'NF-a and Jfelp stimulation initiated -'^ignalihglti^scade that results tn the 
4ranslocatlpri : of NFKBffrpm the. cytoplasm to the nucleusrbf thejadhereKt 
/human carcfpoma c^ljifne A54^ UntreatWd;.A549 cells (a) and A549 eelis- 
'treWedwith^^ and lL-fp.(10 pg/irnlj:for 1 fiipur (b);.were iv * ' ^; 

trypsinized^nd'Rrpbe^ for NFkB expression arid nuclea^morpholbgy.^ Briefly, 
the cells y/^re fixed jh J 4% p^aformaldehyde, permeabflized with 0.1% tritohV. 
and incubated with mo (p65) + ALexa Fluor® 4BB donkey anti- 

mouse IgG/ Cjells V?ere washed land resuspended jn 1 paraformaldehyde , 
containing 7-AApj %en mixed .with an equal volume of ahtifade andj^sualized 
on slides using' a-Nikon. Eclipse E600 fluorescence microscope equipped, with 
band_pass filters appropirtate for FITC (535/40 nm) and 7-AAD (630/60 nm) 
fluorescence. ; NFkB images lagrey are depicted on the left. NFkB (gipen) / 7- . 
AAD (red) composite images on the right ^demonstrate the nuclear localization;! / 
! of NFkB following TNF-a / IMP treatment. 
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Figure;?:^ Nuclear Translocation in 

A549 £elte*UsingJm 

Untreated (ajiand TNF-a / IL-1P treated : 5b) A549-ceJls; were prepared as described 
in Figure 1 and "imaged in flow using '^^ilmWgeSt'rBamV'l 00 instrument. 
Hydrodynamlcally focused cells were illuminated from the side with a 488 nm laser 
and from behind with a brightfield source thajt' was passedthrough a 577/1 0 . 
bandpass filter. Four out of a possible six images were used in this experiment. ■ 
Laser side scatter (pseudpcolpred blue), NFkB fluorescence (green), brightfield, arid 
/7-AAD fluorescence (red) f fonvthe cells were spectrally decomposed and imaged 
simultaneously onto, spatially separated channels on a GCp detector. NFkB (green) 
/ 7-AAD (red) composite images on the right demonstrate the nuclear localization of 
NFkB following TNF-aAIL»ip treatment; , : 
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Figure 2C. NF-kB Nuclear Translocation In tmmune Cells 

The data (above left) show cells imaged simultaneously in darkfield, green fluorescence, brightfield, and red fluorescence. Th 
sample consisted of a monocytic cell line stained with an antibody against the NF -kB transcription factor (green) as weti as a 
nuclear stain (red). Cells treated with lipo-polysaccharkJe (image rows 2-4) exhibit translocation of NF-kB from the cytoplasm 
to the nucleus while untreated cells lack NF -kB in the nuclear compartment (top row) .A statistical analysis of imagery from 
6616 celts quantitatively characterizes the degree of NF -kB nuclear translocation in the sample. Amnis' ImageStream platform 
is the only cell analysis technology that can perform this valuable assay on immune cells in suspension. 
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j F(gure.3: Quantitation of; N FkB N'ucteaVTirjanS^ Correlation Analysis /- r ' V ^ 

£ y '.: In.'order to quantHat©' the ejrtent of • NFkB nuclear localization; we analyzed the degree of pixel Intensity correlation between the;hiF*B 
# , ' : : andinuctear images of each ceil, within a masked region of Interest, The NFkB image of acell with ai;high degree of translocation will ■ :■■{. 
H . » look qualitatively similar to the nuclear Imago of that eel), resulting In a high degree of correlation between the two Images whifothej 
t NFkB trnagd of cell without any translocation will have little signal In the nuclear sp'ace,, resulting^ an inverse correlation with the , 

•{ .nuclear image. (A) shows the masked areas (turquoise overlay) used forthe correlatibn analyst on an untranslocat^^ntf a; : 
S J banslocated;CelK Tw©.featUf*es ( the correlatiort coefficient (p) and a logarithmic transfdn^dnfof p (similarity} were cdncol^ted. and are 
'i J . represented by the following formulas: . * . ' - ' 



er x o> 
Similarity = 



p measures trie degree to which :the ispatial distribution of IntensIUes over two separate; images is correlated, with a range from -1 
'(Inverse-con^latlonyto.-H {complete correlation): The similarity, valup ranges, from >«o{o *»> allowing standard [statistical comparison;* 
(meansi'and standard devlatlohs^between groups to be made. Histogram oyertays; ; of NFkB / 7-AAQ c«relallbn:{b).and similarity (c) 
distfogulshuntreated (green? fn^Y$F;j* AIlL-ifttreated (red) A64?;cell3. ;.c fr *. 
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rigure 4: visualization ottyi-kp nuuiuctr i miipjyuaLMvii j.ii i nrr- ir y ; 

- ; :'; 

- v-. • • ^ ; ..." -.— • -^£f • ' -■ ^v" - - * - 
LPS^stimulatibh initiates. af signaling- cascade that resyfts in the transjpcation of NFkB from • ?= 
.\u - .theHjytopiasm to the nucl^Cisrof the non-adherent human monocyte ; r 
f?:.Untf%ted:THPir1 : celis (^ajfidTHP^ cells treated With LPS (106 ng/mljfor 1 hour (b) were ; • • ^ 
• ! probeStfor NF^B:;expre r ssion and nti$ear mdrphblqgy:. ^Briefly, *the{c%H^werefixed in 4% V • . 

;■ paraformaldehyde, permieabiliz>d ^ 
'^i (065)-.+ Alexa *Flooi*.488/do^kSy antirjipou ( se JgG. Cells. were .washed arid; resusp ended in t ? .. 
jtf> 1% paraformaldehyde* corrtifning 7-AAD l( then mixed with an equal ybfUme.jgf antifade and . . : 
visualized on sllaW • i 
: : bandpass filters appropriate fcfr. FITC (535/40 rim) ahd '7-AAb (630/60 rim) fluorescence. 

Note the relatively. thin band -of cytoplasm in the untrarislocated NFkB images , characteristic - 
of this monocytic cell line. • ' * ' / • 
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